1. Fix embryos with 4% paraformaldehyde in PBS overnight at 4°C.
3. Remove the embryos from their chorions using watchmaker forceps (easiest at this point).
4. Dehydrate embryos in an increasing methanol series in PBS and store at -20°C. 14. Prehybridize at 60ºC for 4h or overnight (over night preferred for best results) with gentle shaking, then store the embryos at -20°C.
Hybridization
15. Remove as much of the preHYB+ as possible without letting the embryos touch air (in fact, never let embryos contact air throughout the procedure), and replace with 1 ng/ul sense or antisense probe in HYB+. Heat the probe in HYB+ for 5 minutes at 68ºC before adding to the embryos.
16. Incubate at 60°C overnight with gentle shaking.
Probe removal
17. Wash embryos 2 times for 30 minutes each at 60°C in 50% formamide in 2xSSCT.
18. Rinse 15 minutes at 60°C in 2xSSCT. Clearing
